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SUPPLEMENTARY FIGURE LEGENDS 

 

 Supplementary Figure S1: ERα and ERβ mRNA (A) and protein (B) expression in SkBr3, CAFs, 

MCF-7 and LnCAP cells evaluated by real-time PCR and immunoblotting, respectively. In RNA 

experiments, PCR amplification in absence of cDNA was used as a control (-) and each data point 

represents the mean ± SD of three independent experiments performed in triplicate. (C) 17b-

estradiol (E2) release in cell supernatants from SkBr3 cells and CAFs cultured for 24 h in medium 

without serum. (-), vehicle; (E2), E2 added as positive control before medium collection.    

Supplementary Figure S2: GPER mediates the up-regulation of VEGF protein expression by E2 

and G-1 in CAFs. Evaluation of VEGF expression by immunofluorescent microscopy in CAFs 

transfected for 24 h with control shRNA (panels 2-4) or shGPER (panels 5-7). Cells were treated 

with vehicle, 1 nM E2 and 1 µM G-1 for 18 h, as indicated. VEGF accumulation is evidenced by 

the green signal, nuclei were stained by DAPI (blue signal) (panel 1). Using the program WCIF 

Image J for Windows for expressive analysis, each side panel shows the plot profiles obtained at the 

level of the yellow line of the corresponding inset. Note the higher values indicating zones of 

intense labeling. Images shown are representative of 20 random fields of three independent 

experiments.  

Supplementary Figure S3: Efficacy of GPER and HIF-1α silencing. Evaluation of GPER (A) and 

HIF-1α (B) silencing in SkBr3 cells. Evaluation of GPER (C) and HIF-1α (D) silencing in CAFs. 

Side panels show densitometric analysis of the blots normalized to β-actin. Each data point 

represents the mean ± SD of three independent experiments. 

Supplementary Figure S4: VEGF expression induced by E2 and G-1 occurs through HIF-1α in 

CAFs. Evaluation of VEGF expression by immunofluorescent microscopy in CAFs transfected for 

24 h with control shRNA (panels 2-4), or shHIF-1α (5-7). Cells were treated with vehicle, 1 nM E2 

and 1µM G-1 for 18 h, as indicated. VEGF accumulation is evidenced by the green signal, nuclei 
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were stained by DAPI (blue signal) (panel 1). Using the program WCIF Image J for Windows for 

expressive analysis, each side panel shows the plot profiles obtained at the level of the yellow line 

of the corresponding inset. Note the higher values indicating zones of intense labeling. Images 

shown are representative of 20 random fields of three independent experiments.  

Supplementary Figure S5: (A) The transactivation of an expression vector encoding the VEGF 

promoter sequence (pVEGF) is abrogated silencing HIF-1α expression in SkBr3 cells treated for 18 

h with 1 nM E2 and 1 µM G-1. (B) An expression vector encoding a mutated HRE within the 

VEGF promoter sequence (pVEGF-mut) is not transactivated in SkBr3 cells treated for 18 h with 1 

nM E2 and 1 µM G-1. The luciferase activities were normalized to the internal transfection control 

and values of cells receiving vehicle were set as 1-fold induction upon which the activities induced 

by treatments were calculated. Each data point represents the mean ± SD of three independent 

experiments performed in triplicate. (○) p < 0.05 for cells receiving vehicle (-) vs treatments. 

Supplementary Figure S6: (A,B) EGFR and ERK1/2 phosphorylation in SkBr3 cells treated for 

10 min with vehicle (-) and 1 nM E2-BSA. (C) c-fos, HIF-1α and VEGF mRNA expression in 

SkBr3 cells treated for 8 h with vehicle (-) and 1 nM E2-BSA. (D,E) EGFR and ERK1/2 

phosphorylation in SkBr3 cells treated for 10 min with vehicle (-), 1 nM E2 and 1 µM G-1 alone or 

in combination with 10 µM OHT. (F) c-fos, HIF-1α and VEGF mRNA expression in SkBr3 cells 

treated for 8 h with vehicle (-), 1 nM E2 and 1 µM G-1 alone or in combination with 10 µM OHT. 

In RNA experiments, values are normalized to the 18S expression and shown as fold changes. In 

immunoblotting experiments, protein expression was quantified by densitometry and normalized to 

the respective total protein content. Each data point represents the mean ± SD of three independent 

experiments. (G) Proliferation of SkBr3 cells treated with vehicle (-), 100 nM E2 and 100 nM G-1. 

Cells were treated every day and then counted on day 6. Values shown are mean ± SD of three 

independent experiments performed in triplicate. (○) p < 0.05 for cells receiving vehicle (-) vs 

treatments. 
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Supplementary Figure S7: Staining of SkBr3 tumor xenografts. Representative images from  

tumors that at the end of the treatments were formalin fixed, paraffin embedded, sectioned and 

stained with hematoxylin and eosin Y (H&E) (A) or incubated with a mouse monoclonal antibody 

directed against human cytokeratin 18 (B). Cytokeratin 18 expression appears as brown cytoplasmic 

staining.  

Supplementary Figure S8: Staining of SkBr3 tumor xenografts for CD34 endothelial cell 

marker. Representative images from tumors of mice treated for 40 days with vehicle, G-1 (0,25 

mg/Kg/die) and G-15 (3,5 mg/Kg/die) alone or in combination, as indicated. Tumors were formalin 

fixed, paraffin embedded, sectioned and incubated with a mouse monoclonal antibody directed 

against CD34 that appears as brown staining. Nuclei were counterstained with hematoxylin. 


